SUPPLEMENTARY MATERIALS Supplementary methods

Subcutaneous SCID mouse xenograft model
For the tumorigenesis study, HCT116 parental (5 × 10 6 or 10 × 10 6 cells/100 µL saline/mouse) and Caco-2 parental cell lines (10 × 10 6 cells/100 µL saline /mouse) were injected subcutaneously into the flank area of SCID mice. Six mice per group were tested. The body weight of the mice and the tumor size were observed and recorded twice per week. Tumor volume was determined in mm 3 by using the formula (a 2 × b/2), where a is the smaller of the measurements to estimate size. The maximum tumor volume permitted was 1,000 mm 3 .
Transient Transfection with KLK6 plasmids for Western blot analysis of SMAD proteins
HCT116 isogenic clones shKLK6 2, 3 and 4 were seeded in 100 mm dishes at 2 × 10 6 cells. Cells were transfected with LipofectAMINE 3000 reagent according to the manufacturer's instructions. Cells were harvested 48 hours and processed for Western blot analysis.
Supplementary Data
KLK6 expression correlates with tumorigenic potential of colon cell lines
We compared KLK6 expression and secretion in colon cell lines, Caco-2 (wild type K-RAS) and HCT116 (K-RASG 12D ). Supplementary Figure 1A -1C demonstrate that HCT116 cells express and secrete significant amounts of KLK6 compared to Caco-2 cells. We also tested the ability of Caco-2 and HCT116 cell lines to form xenograft tumors in SCID mice. Caco-2 cells (10 × 10 6 cells/ml) and HCT116 cells (5 or 10 × 10 6 cells/ml) were injected subcutaneously into the flank area of SCID mice (N = 6 animals per group) and the tumor growth was monitored for twenty days. During the observed period, Caco-2 injected animals did not develop any tumors, but animals injected with HCT116 cells formed subcutaneous tumors whose volume positively correlated with the number of injected cells. Specifically, at the time of sacrifice, animals injected with 5 × 10 6 cells/animal developed tumors with approximately 400 mm 3 average volume, whereas animals injected with at 10 × 10 6 cells/animal had approximate tumor volume of 1000 mm 3 (Supplementary Figure 1D ). 
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